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MICROARRAY DETECTOR AND METHODS 

This application claims the benefit of U.S. provisional patent application with the 
serial number 60/383,896, filed May 28, 2002, and international patent application with 
the serial number PCT/US02/ 17006, filed May 29, 2002, both of which are incorporated 
herein by reference. 

Field of The Invention 

The field of the invention is optical detection, and especially as it relates to signal 
detection from an array with bound analytes. 

Background of The Invention 

With the advent of high-throughput screening of small-molecule, nucleic acid, 
and polypeptide arrays, new challenges have arisen to provide accurate and fast data 
acquisition. Depending on the type of array, numerous configurations and methods for 
data acquisition are known in the art. 

For example, arrays can be electronically queried to detect hybridization of a 
nucleic acid sample to an immobilized probe of a probe array, typically allowing an 
operator to obtain a relatively high number of data in relatively short time. While such 
systems are advantageous in various respects, several difficulties remain. For example, 
the quantification range for determination of hybridized molecules is at least in some 
circumstances less than desirable. Furthermore, if molecules other than nucleic acids 
need to be determined electronic detection may not be available or technically feasible. 
Still further, electronic detection is relatively expensive and poses at least some 
difficulties where a user wants to customize an array. 

To circumvent at least some of the disadvantages associated with electronic 
detection, arrays may be optically queried to detect binding of an analyte to an 
immobilized probe of a probe array. Most commonly, such arrays have a generally flat 
surface and optical detection is performed with a scanner analyzing emitted and/or 
absorbed light from a label that is bound to the analyte. In one typical example, a scanner 
for such arrays (typically disposed on a microscope slide) may illuminate the array using 
narrowband excitation (e.g., using a laser), while a photo-multiplier tube (PMT) is used 
as detector. Narrow band excitation is particularly advantageous since a higher quantum 
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density is achieved at the label, which will generally result in a higher resolution 
acquisition. Alternatively, the array may be illuminated using wideband excitation {e.g., 
Xenon light) and a charge coupled device (CCD) detector is employed to detect the 
signal from the label. Among other advantages, wideband excitation is particularly 
5 advantageous where multiple labels are detected using the same scanner. 

However, regardless of the particular excitation-type, numerous problems 
associated with scanner-based detection remain. Most significantly, the illuminated array 
is frequently not positioned at the same distance relative to the detector {e.g., the array is 
warped, or has a surface unevenness), typically resulting in inaccurate detection of the 

10 signal. Conceptually, such inaccuracies could be resolved by providing a focusing 

mechanism to the scanner. However, such focusing mechanism would likely significantly 
reduce the speed at which the scanner would acquire data. Moreover, by exposing non- 
analyzed analytes to illumination conditions for prolonged periods of time, 
photobleaching of the labels will most likely result in inaccuracies of the later obtained 

1 5 test results. 

To compensate for surface unevenness, spot-by-spot illumination with spot-by- 
spot analysis can be performed as described in U. S. Pat. No. 6,471,916. Such systems 
further advantageously allow calibration of signed strength using calibration points on the 
array. However, while such systems typically provide relatively accurate data, the time 
20 required for focusing the detection optics on a spot-by-spot basis increases with 

increasing array size. Thus, evien with relatively small arrays {e.g., 50 to 100 probes), 
detection time tends to become unacceptable, especially where high-throughput screening 
is desired. 

Thus, although various systems for optical detection of signals from microarrays 
25 are known in the art, numerous problems still remain. Therefore, there is still a need for 
improved configurations for optical microarray detectors. 

Summary of the Invention 

The present invention is directed to an analytic system for detection of a plurality 
of analytes that are bound to a biochip, wherein an optical detector uses registration 
30 markers illuminated by a first light source to determine a focal position for detection of 
the analytes that are illuminated by a second light source. 
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In one aspect of the inventive subject matter, the analytic system includes a 
platform that is coupled to a detector and movable along an x-coordinate, a y-coordinate, 
and a z-coordinate relative to the detector (in response to a registration marker signal), 
wherein the platform is configured to receive a biochip, wherein the biochip has a 
5 registration marker and further has a plurality of analytes in predetermined positions 

relative to the registration marker. A first light source illuminates the registration marker 
to generate a registration marker signal, and a second light source illuminates at least one 
of the analytes to generate an analyte signal, wherein the focal position for detection of 
the analyte signal by the detector is determined by the analytic system using the 
10 registration marker signal. 

It is especially preferred that the first light source has a wavelength maximum that 
is different from an absorption maximum of an optically detectable label of the at least 
one of the plurality of analytes, and suitable systems may further include a third light 
source that illuminates the same or different analyte to generate a second analyte signal, 
1 5 wherein the third light source has a wavelength maximum that is different from both, the 
wavelength maximum of the first light source and the absorption maximum of the 
optically detectable label the analyte. 

Additionally, or optionally, the registration marker and analyte may be 
illuminated at different angles by the first and the second light source, respectively. It is 

20 further preferred that the first light source is a laser or a light emitting diode, while the 
second light source is a laser. With respect to the registration marker, fluorescent dyes, 
luminescent compounds, phosphorescent compounds, and/or reflective compounds are 
generally preferred. Similarly, the analyte signal is preferably a fluorescence signal, a 
chemiluminescence signal, and/or a phosphorescence signal. Particularly preferred 

25 detectors include a photo-multiplier tube or a charge-coupled device, which may be 
optically coupled to a confocal microscope or a dark field microscope. 

Furthermore, where desirable, it is contemplated that the biochip may include a 
second and a third registration marker, wherein the focal position for detection of the 
analyte signal by the detector is determined by the analytic system using registration 
30 marker signals from all of the registration markers, and optionally, that the analyte signal 
is normalized by the analytic system using a positive control marker on the biochip. 
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Particularly preferred biochips will also include a housing that is at least partially 
transparent for light emitted from the first light source, wherein the registration marker is 
illuminated at least in part through the housing. Especially preferred analytic systems 
further include a data transfer interface that is electronically coupled to the detector, 
5 wherein the data transfer interface provides data to a computer in a remote location (or 
location where the analytic system is located). 

In another aspect of the inventive subject matter, contemplated analytic systems 
for micro-optical analysis of a biochip having a first light source and a second light 
source, wherein the first light source illuminates a registration marker on the biochip to 

1 0 provide a registration marker signal, wherein the second light source illuminates an 
analyte to provide an analyte signal, and wherein a focal position for detection of the 
analyte signal with a confocal microscope is determined using the registration marker 
signal. The analyte signal in such systems typically has a substantially round shape with a 
diameter of no more than 500 micrometer (and more typically no more than 200 

15 micrometer), and a test result is calculated from an average or integrated signal value of a 
portion of the round shape. Alternatively, the test result can be calculated from the total 
fluorescence emanating from the illuminated area. 

Further contemplated systems may include a third light source that illuminates the 
analyte to generate a second analyte signal, and it is generally preferred that the first light 
20 source is a laser or a light emitting diode, and that the second light source is a laser. In 
further preferred aspects, the registration marker and the analyte are illuminated at a 
different angle by the first and the second light source, respectively. 

Various objects, features, aspects and advantages of the present invention will 
become more apparent from the following detailed description of preferred embodiments 
25 of the invention, along with the accompanying drawing. 



Brief Description of The Drawing 

Figure 1 is a schematic view of an exemplary analytic device according to the 
inventive subject matter. 
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Figure 2 is a schematic view of one exemplary detector configuration according 
to the inventive subject matter. 

Figure 3 is a schematic view of another exemplary detector configuration 
according to the inventive subject matter. 

5 Detailed Description 

As used herein, the term "biochip" generally refers to a carrier that has a plurality 
of probes (to which an analyte may be coupled) in predetermined positions. In especially 
preferred biochips, at least one of the probes is coupled to the carrier via a crosslinker 
that is disposed in a matrix, and exemplary multi-substrate chips are described in 
10 commonly-owned and copending U.S. Patent Application No. 10/346,879, filed January 
17, 2003, and the PCT applications with the serial numbers PCT/US02/03917, filed 
January 24, 2002, and PCT/US0 1/47991, filed December 1 1, 2001, all of which are 
incorporated by reference herein. 

The term "predetermined position" of an analyte refers to a particular position of 
15 the analyte on the chip that is addressable by at least two coordinates relative to a 
registration marker on the chip, and particularly excludes a substantially complete 
coating of the chip with the analyte an/or probe. Therefore, preferred pluralities of 
predetermined positions will include an array with a multiple rows of substrates forming 
multiple columns. As further used herein the term "registration marker" refers to a 
20 marker on the biochip that is used to provide a reference point for a position of an 

analyte. In especially preferred aspects, the registration marker is optically detectable and 
comprises a fluorescent dye, a luminescent, light-absorbing, and/or light-reflective 
compound, wherein illumination of the registration marker is most preferably performed 
at a wavelength that is not absorbed by the label of the analyte. 

25 As further used herein, the term "probe" generally refers to any molecule, 

complex of molecules, or cell that binds to an analyte with a dissociation constant 
K D <10" 2 M, and more typically K D <10" 3 M, at a temperature of 25°C and physiological 
buffer conditions {e.g., pH between 6.5 and 8.5, and ionic strength sufficient to maintain 
native conformation, viability, and/or Watson-Crick hybridization (between ligand and 

30 anti-ligand) of the anti-ligand). Thus, suitable probes include nucleic acids (and their 
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analogs), polypeptides, lipids, macromolecular complexes of nucleic acids, polypeptides, 
carbohydrates, and lipids, as well as viruses, bacteria and/or eukaryotic cells. In further 
preferred aspects, it should also be appreciated that the probe may further include a label. 
For example, where a probe on the biochip may include a fluorescent label, wherein the 
5 fluorescence is quenched by a molecule that binds to the probe. Alternatively, a probe 
may also include a label for calibration of a signal in a quantitative assay. 

Similarly, the term "analyte" as used herein refers to any molecule, complex of 
molecules, or cell that binds to the probe with a dissociation constant of K D <10" 2 M and 
more typically K D <10°M, at a temperature of 25°C and physiological buffer conditions 

10 (i.e. , pH between 6.5 and 8.5, and ionic strength sufficient to maintain native 

conformation, viability, and/or Watson-Crick hybridization (between ligand and anti- 
ligand) of the anti-ligand). Therefore, suitable analytes include nucleic acids (and their 
analogs), polypeptides, lipids, metabolites, hormones, macromolecular complexes of 
nucleic acids, polypeptides, carbohydrates, and lipids, as well as viruses, bacteria and/or 

1 5 eukaryotic cells. Still further, it should be understood that the analyte may include an 

optically detectable label, which may be naturally present in the analyte, or coupled to the 
analyte before, during or after binding of the analyte to the probe. Particularly 
contemplated labels include light-absorbing compounds, fluorescent labels, 
phosphorescent labels, and luminescent labels that produce an analyte signal where the 

20 label is coupled to the analyte. Contemplated analyte signals therefore include a 

fluorescence signal, a chemiluminescence signal, or a phosphorescence signal. Thus, it 
should be recognized that a probe and an analyte form a optically detectable binding pair, 
wherein the analyte is optically detected via the label. 

As still further used herein the term "focal position" refers to (1) a position of the 
25 biochip relative to the detector in which an image of the analyte and/or label produced by 
the detector has a maximum clear outline and/or maximum sharp detail, and/or (2) a 
position of the biochip in the detector in which a predetermined movement of the biochip 
along the x-coordinate and/or y-coordinate will place the biochip into a new position 
consistent with detection of a signal from a labeled analyte/probe. Thus, it should be 
30 recognized that the focal position of a biochip may be adjusted by translating the biochip 
along the z-coordinate (i.e., by moving the biochip up or down) to maximize sharpness 
and detail, and/or by translating the biochip along the x-coordinate/y-coordinate {i.e., by 
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moving the biochip left or right and/or forward or backward) to properly position the 
biochip relative to the light beam that irradiates the labeled analyte/probe (e.g., where the 
light beam has a diameter of about 80 micrometer and the labeled analyte/probe spot has 
a diameter of about 100 micrometer, the chip is positioned such that the light beam 
5 centrally irradiates the labeled analyte/probe). 

The inventors discovered that optical detection of various analytes may be 
performed in an analytic system by determination of the focal position for a plurality of 
analytes using a registration marker that is illuminated with a light source having a 
wavelength that substantially not absorbed (i.e., less than 20%, more typically less than 
10 10%) by a label coupled to the analyte. Such systems not only significantly reduce the 
overall time required for accurate data acquisition for the plurality of analytes, but also 
avoid heretofore frequently experienced photobleaching of the label while adjusting a 
biochip to the correct focal position. 

In one particularly preferred exemplary configuration as shown in Figure 1, an 
15 analytic system 100 has an automated reagent station 1 10, a sample station 120, a pipette 
tip station 130, a stringency area 140 with biochip magazines 150, an automated 
pipette/manipulator 160, and an optical detection station 170. A more detailed schematic 
view of the optical detection station 170 is provided in Figure 2, in which system 200 
includes a confocal microscope 210 that is optically coupled to a detector 220. Platform 
20 230 receives and retains biochip 240 which has a registration marker 242 and a plurality 
of probes/analytes 244 in predetermined positions. 

A first light source 250 (preferentially circumferentially arranged above the 
biochip 240) illuminates the entire biochip (and more preferably even the entire platform) 
at a first angle relative to the surface of the platform 230 as schematically depicted by the 

25 wide arrows. Registration marker 242 emits/reflects light in response to the illumination 
by the first light source as schematically indicated by the dotted line, and the emitted 
and/or reflected light is detected by the detector 220. More typically, however, biochip 
240 will include at least a second and/or a third registration marker (not shown). 
Computer 260 executes an autofocus loop to determine the focal position of the biochip 

30 based on the emitted and/or reflected light signal(s) from the registration marker(s). 
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computer 260 also determines the absolute position of the registration marker 242 
relative to the detector 220. 

Once the focal and absolute position of the registration marker(s) is determined, 
the computer then calculates the proper position (i.e., focal position, and x and y 
5 coordinate relative to the registration marker) of the first probe/analyte based on the 

previously determined position of the registration marker and based on the known spatial 
relationship between the registration marker and the plurality of analytes/probes. For 
optical analysis of the analytes, the computer 260 then drives the x,y,z-actuators of 
control unit 232 to position the biochip relative to the confocal microscope in a position 
10 consistent with the predetermined focal position for and position of the 
analyte(s)/probe(s). 

The biochip is then illuminated with a focused laser beam from the second light 
source 270 (via a dichroic mirror) as schematically indicated by the slender arrow such 
that only one analyte 244 at the time is illuminated by the second light source. Light 

15 emitted and/or reflected from the analyte 244 as schematically indicated by the dotted 
arrow then passes through the dichroic mirror and is detected and quantified by the 
detector 220 and computer 260. Where desirable, the same analyte 244 may be 
simultaneously or sequentially illuminated by a third light source 272 to provide a second 
analyte signal. Data transfer interface 262 may communicate operational and/or test 

20 related data to a computer outside of the analytic device (which may be operated by the 
same operator than the analytic device, or which may be in a remote location relative to 
the analytic device). 

With respect to the detector, it is generally contemplated that all known detectors 
are suitable for use herein so long as such detectors can provide a digital and/or analog 

25 video signal to a computer. Therefore, and especially depending on the particular nature 
of the first and second light sources, but also on the emission/reflection strength of the 
registration marker and analyte, suitable detectors will particularly include a CCD chip 
{e.g., where emitted/reflected light intensity is relatively high) or a PMT detector 
(typically, where emitted/reflected light intensity is relatively high). However, alternative 

30 detectors are also contemplated suitable for use herein, and exemplary alternatives and 
further discussion on image detection are provided elsewhere (L. J. van Vliet, F.R. 
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Boddeke, D. Sudar, and I.T. Young, Image Detectors for Digital Image Microscopy, in: 
M.H.F. Wilkinson, F. Schut (eds.), Digital Image Analysis of Microbes; Imaging, 
Morphometry, Fluorometry and Motility Techniques and Applications, Modern 
Microbiological Methods, John Wiley & Sons, Chichester (UK), 1998, 37-64., 
5 incorporated by reference herein). 

Similarly, it should be recognized that the nature and exact configuration of the 
confocal microscope may vary considerably, and it is generally contemplated that all 
magnification devices suitable for detection and quantification of a single analyte with a 
maximum length and/or width of 1000 micrometers are deemed appropriate for use in 

1 0 conjunction with the teachings presented herein. Therefore, alternative magnification 
devices include bright-field and dark-field microscopes, as well as trans- and/or 
epifluorescence microscopes. However, and regardless of the nature of the particular 
magnification device, it is contemplated that the detector is optically coupled to the 
magnification device to provide an image of the biochip, the registration marker, and/or 

1 5 the analyte/sample. Optic coupling is typically directly, for example, using a common 
conduit between the magnification device and the detector. Alternatively, indirect 
coupling may also be employed. For example, where the analyte signal is relatively weak, 
an intensifier screen may be interposed between the magnification device and the 
detector. 

20 It an especially preferred aspect of the inventive subject matter, the first light 

source comprises one, and more typically several light emitting diodes that are arranged 
such that the light of the diodes illuminate the entire biochip, and most preferably the 
entire platform. Use of light emitting diodes (LEDs) for the first slight source is 
particularly advantageous from various aspects. Among other things, LEDs (and 

25 especially red LEDs) provide a significantly less intense light and will therefore be less 
likely to interfere with light sensitive analytes, probes, and/or labels on the analyte. 
Moreover, LEDs may be chosen such that the light emitted has a wavelength maximum 
that is different (and most preferably lower) than an light absorption maximum of the 
analyte and/or label. Consequently, it should be especially recognized that the first light 

30 source will provide sufficient light to determine a proper focal position for the 

analytes/probes without significant photobleaching (or other undesirable photodestructive 
effect) to a label that is coupled to the probe and/or analyte. 
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Alternatively, a laser may be used as a first light source to illuminate the 
registration marker, and with respect to the wavelength and intensity, the same 
considerations as provided above for the LEDs apply. Furthermore, while not specifically 
preferred, a polychromatic light source (e.g., incandescent or fluorescent light source) 

5 may also be employed. In such systems, it is generally preferred however that the light 
provided by the first light source is filtered such that interference {e.g., absorption, 
photobleaching, etc) with the label(s) on the biochip is minimized, or even eliminated. 
Where a laser is employed as first light source, it is generally preferred that the laser 
beam is collimated by a lens or other optical system to provide illumination of the entire 

1 0 biochip or even entire platform. Thus, it should be appreciated that the light from the first 
light source may be directly provided to the registration marker, biochip, and/or platform, 
or indirectly via a lens, filter, or other optical system. 

Similarly, with respect to the second light source, it is generally preferred that the 
second light source comprises a laser, preferably with a wavelength this is shorter than 

1 5 the wavelength of the first light source, and even more preferably with a wavelength that 
substantially matches (i.e., laser emission within +/- 30 nm, more typically +/-15 nm of 
absorption maximum) that absorption of a fluorogenic (e.g., Cy3, Cy5, or Cy7) and/or 
luminogenic compound. For example, particularly suitable second light sources include a 
Nd: YAG laser with a wavelength maximum of about 532 nm, and a diode laser with a 

20 wavelength maximum of about 635 nm, which will preferably have a power of between 
about 0.1 mW and 50 mW. There are numerous lasers known in the art, and all such 
lasers are considered suitable for use herein. Likewise, the same considerations apply for 
an optional third light source, wherein it is generally preferred that the wavelength 
maximum of the third light source is different, and more preferably lower than the 

25 wavelength maximum of the second light source. 

Still further, the inventors also contemplate that the second and/or third light 
source may also be a polychromatic light source (e.g., incandescent or fluorescent light 
source). As discussed above, it is then generally preferred that the light provided by the 
first light source is filtered such that interference (e.g. , absorption, photobleaching, etc) 
30 with the label(s) on the biochip is minimized, or even eliminated. Thus, it should be 
appreciated that the light from the second and/or third light source may be directly 
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provided to the analyte/probe, biochip, and/or platform, or indirectly via a lens, filter, or 
other optical system. 

Regardless of the type of second and/or third light source, it is generally preferred 
that the light beam from the second and/or third light source is focused such that the 

5 beam illuminates only one probe spot (i.e., area where a probe is deposited on the 
biochip) or analyte spot (Le. 9 area where an analyte, typically coupled to an optically 
detectable label, is bound to a probe spot) at the time. Illumination of a probe/analyte 
spot may be incomplete (e.g., only one side of the probe/analyte spot is illuminated, or 
only the center portion of a probe/analyte spot is illuminated) or complete (illumination 

10 area identical with, or larger than the probe/analyte spot). In further preferred aspects, 
illumination may also be performed using the second and third light source at the same 
time. Such illumination may be particularly advantageous where the probe includes a 
reference label and the analyte includes a second, distinct label to provide normalization 
of the test result. Thus, in yet another preferred aspect of the inventive subject matter, it 

15 should be recognized that the registration marker and the probe, analyte, and/or label are 
illuminated at a different angle by the first and the second light source, respectively. For 
example, where dark field illumination of the reference marker is particularly desirable, 
the registration marker may be illuminated through the housing. Alternatively, the 
registration marker (as depicted in Figure 2) may also be illuminated at an angle of 

20 between about 10 and 45 degrees (relative to the light path of the first light source). 

With respect to the platform, it should be recognized that in preferred aspects of 
the inventive subject matter the platform is functionally coupled to a stringency area in a 
manner such that the biochip can be automatically moved (i.e., without manual 
intervention of an operator) from the stringency area to the detector platform by an 

25 actuator. Consequently, it should be especially appreciated that analytic devices 

according to the inventive subject matter allow automatic transfer from a fluidics area to 
a detection area. In one especially preferred example, the stringency area is adjacent to a 
magazine in which biochips are stored. An actuator will then automatically transfer the 
biochip onto the stringency area, where reagents and sample is added to the biochip. 

30 Temperature control and further liquid management are then performed on the stringency 
area (e.g., rinsing with buffer, incubation at preset temperature, etc.), and when the 
biochip is ready for analysis, the actuator will then move (typically push) the biochip 
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from the stringency area to the detector platform. While not limiting to the inventive 
subject matter, it is generally preferred that the detector platform includes a guiding 
element for a biochip (e.g., rail, depression, notch, etc.) to ensure repeated and consistent 
positioning of the biochip thereon. 

5 Where it is especially desirable that the optical detection is performed at a 

controlled temperature, it is contemplated that the detector platform may further include a 
thermal control element (e.g., Peltier element, water heater/cooler, etc.) that heats or 
cools the platform, and with this the biochip. Such temperature control may be, for 
example, advantageously employed in differential hybridization where fluorescence of a 
10 label bound to a probe is quenched by a quencher located at the analyte. Dissociation of 
the analyte from the probe will then result in loss of quenching and increased 
fluorescence at the probe. 

Therefore, particularly suitable platforms will include all elements that are 
operationally coupled to a stringency area and that are configured such that they can 
1 5 receive and retain (e.g., via a holding or guide mechanism, or by gravity where the 
platform is flat) a biochip, wherein the biochip is automatically moved from the 
stringency area to the detector platform. 

In still further preferred aspects, the platform is coupled to an actuator that moves 
the platform along at least one, more preferably two, and most preferably three 

20 coordinates. In one especially preferred example, the actuator includes three stepping or 
piezo motors, wherein each of the motors controls movement of the platform along the x- 
coordinate, the y-coordinate, and the z-coordinate, respectively. There are numerous 
electrical actuators for platforms (e.g., microscopy platforms) known in the art, and all 
of such actuators are considered suitable for use herein. Furthermore, it is generally 

25 preferred that the actuator is controlled by a computer (preferably integral with the 

analyzer), wherein the computer receives and processes information from the detector, 
and wherein the information form the detector is used to move the platform via the 
actuator. 



30 



For example, in a typical operation of an analytic system, the computer may 
receive image information from the detector, wherein the image information includes an 
image of the platform with a biochip having three registration markers, and wherein the 
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biochip is illuminated by the first light source. As in this example the registration 
markers exhibit fluorescence under illumination by the first light source and the 
excitation light from the first light source is filtered in the microscope, the image 
information will include three distinct signal areas corresponding to the three registration 
5 markers. 

The computer will then execute an autofocus routine (e.g., by stepwise raising 
and/or lowering the platform, with each step acquiring an image of the biochip) in which 
the computer determines the best focal position for each of the registration markers. If the 
surface of the biochip is relatively even, the z-coordinate (focal height) for each of the 

10 three registration markers will be identical. On the other hand, if the surface of the 

biochip is relatively uneven, the z-coordinates of the three registration markers will be 
different, and the computer will then execute an algorithm that determines a focal plane 
having a tilt in at least one (e.g., where z-coordinate for first and second registration 
markers are identical) or two (e.g., where z-coordinate for all registration markers are not 

15 the same) directions. . 

Using the so determined surface geometry of the biochip, the computer will then 
assign a specific x-, y-, and z-coordinate for each of the analyte/probe spots by 
calculating the z-coordinate from the previously calculated surface geometry of the 
biochip and by calculating the x- and y-coordinate from a known spatial relationship 

20 between the registration markers and the analyte/probe spot. Consequently, it should be 
especially appreciated that the analytic system will require one, and ore typically two or 
three focusing routines to determine the correct focal position for a plurality of 
analyte/probe spots (e.g., up to 100 analyte spots, and even more). Such predictive 
focusing is especially advantageous where the microscope is a confocal microscope as 

25 confocal microscopy typically requires relatively high numeric apertures in the light 

collection path, and will therefore have significantly smaller depth of field (and with this 
much higher demand on correct focusing) than other optical methods. Moreover, as the 
first light source preferably provides a light with a wavelength that is substantially not 
absorbed (no more than 10%, more typically no more than 1%) by the label coupled to 

30 the probe and/or analyte, photobleaching and/or other photodeletorious effects from 

exposure to excitation light provided by the second and/or third light source are almost 
completely, if not entirely eliminated. 
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There are numerous methods and devices for autofocusing an electronic image 
known in the art, and all of such methods and devices are deemed suitable for use herein. 
For example, where an algorithm is run on the computer of the analytic system, 
commercial software is available for such purposes (e.g. , Leica Microsystems Software 
5 Developer Kit). Alternatively, commercially available preconfigured systems may be 
employed (e.g., Nikon El 000 Autofocus module). 

Of course, it should further be recognized that various modifications to the 
inventive concept presented herein may be done. For example, it is contemplated that the 
relative movement of the platform to the detector and/or microscope may also be 

10 performed by moving the light path of the incident excitation light from the second 

and/or third light source via actuated mirrors or other light control elements. In another 
example, it should be recognized that the determination of the registration markers may 
be done at a first zoom aspect while (e.g., entire platform is visible in the detected field) 
while quantitative and/or qualitative analysis is performed at a second zoom aspect (e.g., 

15 only one probe/analyte spot is visible in the detected field). Therefore, in alternative 
aspects, it is contemplated that the platform may also be stationary with respect to the 
microscope. 

With respect to data acquisition for qualitative and/or quantitative analysis, it is 
contemplated that all known methods (and especially those for fluorescence microscopy) 

20 are deemed suitable in conjunction with the teachings presented herein. For example, 
where sensitivity is especially important, it is contemplated that the image processing 
software acquires data from an area that is at least the area of the analyte/probe spot. On 
the other hand, where cross-talk between the analyte/probe spot and a neighboring 
analyte/probe spot should be avoided, only a portion (e.g., center portion, stripe, etc.) of 

25 the analyte/probe spot can be analyzed by the imaging software. There are numerous 

imaging software programs available and known in the art, and all of such programs are 
considered appropriate for use herein. Still further, it is contemplated that data 
acquisition may be enhanced using positive and/or negative control markers, which may 
be disposed on the chip in form of a probe spot, or which may be coupled to the probe 

30 (e.g., using a second fluorescent dye in a quantification assay, wherein the second dye is 
proportional to the amount of probe in the probe spot). 
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With respect to the computer, it is generally preferred that all functions, and 
especially autofocusing, control of fluidics management, automatic movement of the 
biochip in the analyzer, image analysis, and image data processing to provide a test result 
are performed on the same device using the same operating system. Therefore, 

5 particularly preferred computers will include commercially available Windows, Apple, 
Unix, or Linux-based systems with suitable interfaces to address the specific units in the 
analyzer. However, it is also contemplated that one or more functionalities in the 
analyzer may also be controlled separately. For example, an autofocus module may be 
operated separately from the image analysis, or the data processing to provide test data 

10 may be performed on a central computer that is coupled to numerous other analyzers. 

In a particularly preferred aspect, a data transfer interface (e.g., telephonic or 
cable modem, DSL connector, or local/wide area network adapter) is electronically 
coupled to the detector (e.g., via the computer) and provides data to a computer that is in 
a remote location relative to the analytic device. For example, in one particularly 
15 contemplated aspect, a supplier or service contractor (typically in a location other than 
the entity where the analyzer in operated) electronically connects to the analytic device to 
service and/or troubleshoot the detector. Such service may include retrieving of error 
codes generated by the detector and/or computer, resetting one or more parameters, 
updating operating software for the detector (or other component), etc. 

20 In an alternative preferred aspect of the inventive subject matter, as depicted in 

Figure 3, an analytic system 300 includes a confocal microscope 310 that includes 
photomultiplier detector 320. Platform 330 receives and optionally retains biochip 340 
which has a registration marker (not shown) and a plurality of optionally labeled 
probes/analytes (not shown) in predetermined positions (probe/analyte spots). 

25 A first light source 350 illuminates the entire biochip (and more preferably even 

the entire platform) at a first angle relative to the surface of the platform 330 as 
schematically depicted by the arrows. The registration marker emits/reflects light in 
response to the illumination by the first light source as schematically indicated by the 
arrows pointing towards the CCD detector 322, and the emitted and/or reflected light is 

30 detected by the CCD detector 322 (after the emitted/reflected light is directed via 
dichroic mirror 304, optional filter 307, and lens or lens system 308). Electronically 
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coupled to the CCD detector 322 is a computer (not shown) that executes an image 
analysis algorithm that determines the absolute position of the biochip on the platform 
and/or calculates the relative position of the registration marker and the sample/analyte 
spots on the biochip relative to the position of the light beam (from the second light 
5 source 352) that illuminates the labeled probe/analyte spots. Additionally or optionally, 
the computer may also execute an autofocus loop as described above to determine the 
proper z-coordinate for the biochip. 

A second light source 352 (preferably one or more lasers with distinct wavelength 
maxima for the emitted light) provides a light beam that is passed through the telescope 

10 354 to adjust the laser beam to a desired diameter (e.g. , such that the laser beam is about 
80 micrometer where the beam hits the biochip). The so adjusted laser beam is directed 
to the probe/analyte spot via dichroic mirrors 302 and 304. Reflected/emitted light from 
the label on the probe/analyte spot passes through objective lens (or lens system) 380, 
dichroic mirrors 302 and 304 to the PMT (photomultiplier tube) detector 320 of the 

1 5 confocal microscope 310. 

It should further be particularly appreciated that in conventional microarray 
scanners, a biochip is continually scanned "pixel to pixel", or directly imaged on an 
image sensor. From this scan or image, a picture generated that identifies the 
fluorescence intensity on the biochip using specific software. While such systems may be 

20 especially advantageous for biochips with several hundreds or even thousands of 
probe/analyte spots, various disadvantages arise. For example, manual analysis is 
typically required to obtain signal intensity of the spots on the biochip, which may be a 
source for artificial errors. Furthermore, "pixel to pixel" scanning will generally require 
substantially more time than scanning "probe/analyte spot to probe/analyte spot". As 

25 molecular diagnostics of numerous typically involves less than 100 probe/analyte spots in 
one biochip, "probe/analyte spot to probe/analyte spot" scanning is generally more 
desirable. However, to realize such scanning in a time efficient manner, the proper 
coordinates of all spots on the chip must be identified, which is particularly difficult 
where the probe/analyte spots are relatively small and the biochip is automatically 

30 transferred from a sample processing platform to the detector. 
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Therefore, the inventors devised a system in which a biochip includes one or 
more (preferably three) registration spots (i.e., registration marker) in a predetermined 
location relative to the probe/analyte spots, wherein the probe/analyte spots have a 
predetermined location relative to each other. The registration spots can be either "black" 
5 spots, which absorb illuminating light without any or very weak reflection, or 

fluorescence spots, which excited and emitted spectra are far away from the dyes of the 
label on the probe/analyte. The absolute and/or relative location for the registration spots 
can be found automatically by a image analysis system. Based on simple geometric 
principles in which three spots determine a plane and in which the probe/analyte spots 
10 have a predetermined position relative to the registration spots, the space coordinates of 
all spots can be calculated. 

In a further particularly preferred aspect, the inventor discovered that focusing 
along the z-coordinate (z.e., to achieve maximum clear outline and/or maximum sharp 
detail) may be entirely omitted where the numeric aperture of the objective lens is kept 

15 relatively small. In this context, it should be recognized that is generally preferred that an 
objective lens for fluorescence detection has a relatively high numeric aperture to 
efficiently collect light emitted from a label. However, relatively high numeric apertures 
generally require very short distances between the objective lens and the biochip (e.g., 
the working distance of an objective lens with a numeric aperture of more than 0.5 is less 

20 than about 4 mm). To enable automatic detection of a fluorescence signal without 

moving the biochip along the z-coordinate, the inventors used a objective lens with a 
numeric aperture of equal or less than 0.4. Especially preferred ranges for the numeric 
aperture of such objective lenses will lie between 0.2 to 0.4. Due to this fact, and the fact 
that the beam size of the first light source on microarray chip is relatively large (typically 

25 between about 20-100, and more typically between about 40-80 micrometer), the 
detecting optical system has relative long depth of focus (typically about 100 
micrometer). Therefore, a biochip can be accurately read without moving the biochip 
along the z-coordinate to achieve maximum clear outline and/or maximum sharp detail. 



30 



Determination of the focal position along the x- and/or y-coordinate may be 
performed using a "white" registration spot (i.e., a registration spot that emits and/or 
reflects incident light) or a "black" registration spot (i.e., a registration spot that absorbs 
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incident light). For example, where a "black" registration spot is employed, a section or 
the entire biochip is imaged on a CCD camera. In such configurations, a filter is 
generally is not necessary. After digital processing of the image, a computer program can 
find the location of the black registration spot on the image. Where desired, the biochip 

5 may then be moved along the x- and/or y-coordinate using predetermined steps, and 
further images are acquired to determine the location of a second or third black spot. 
Subsequently, a computer calculates the 2-dimensional coordinates of all probe/analyte 
spots based on the predetermined positions of the registration markers relative to the 
probe/analyte spots and the predetermined positions of the probe/analyte spots among 

10 each other. 

Where "white" registration spots are used, it is generally preferred that the 
excitation and emission spectra of the white spots are distinct from those of the labels 
used with the probes/analytes to avoid undesired optical effects (e.g., cross talk or 
photobleaching). After the biochip (or portion thereof) is illuminated by a light source, 

15 the objective lens collects reflection light and fluorescence of a registration spot. A 

dichroic mirror directs the light to a filter that blocks the reflected light of the light source 
and allows passage of the fluorescence registration from the registration marker to the 
CCD detector. As already discussed above, the CCD detector will then produce an image 
that is analyzed for the registration marker signal for proper determination of the focal 

20 position. With respect to the first and second light sources, the detectors, and other 
components for analytical systems of Figure 3, the same considerations as described 
above apply. 

Therefore, it should be especially appreciated that in contemplated analytic 
devices a first optical subsystem may be employed to determine the focal position of the 
25 biochip (in at least two spatial coordinates, and more typically in all three spatial 
coordinates) using a first light source, while a second optical subsystem may be 
employed to determine the presence and/or quantity of an analyte that is bound to the 
biochip using a second light source. 



Therefore, and viewed from one perspective, the inventors contemplate an 
30 analytic system for optical detection of a plurality of analytes that are bound to a biochip, 
wherein the system includes a platform coupled to a detector and movable along an x- 
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coordinate, a y-coordinate, and a z-coordinate relative to the detector, and wherein the 
platform is configured to receive a biochip. Particularly preferred biochips have a 
registration marker and a plurality of analytes in predetermined positions relative to the 
registration marker. A first light source illuminates the registration marker to generate a 
5 registration marker signal, and a second light source illuminates at least one of the 

plurality of analytes to generate an analyte signal, wherein the focal position for detection 
of the analyte signal by the detector is determined by the analytic system using the 
registration marker signal. 

Viewed from another perspective, the inventors contemplate an analytic system 
10 for micro-optical analysis of a biochip having a first light source and a second light 

source, wherein the first light source illuminates a registration marker on the biochip to 
provide a registration marker signal, wherein the second light source illuminates an 
analyte to provide an analyte signal, and wherein a focal position for detection of the 
analyte signal with a confocal microscope is determined using the registration marker 
15 signal. In such systems, it is generally contemplated that the analyte signal has a round or 
elliptic shape with a diameter of no more than 500 micrometer, more typically no more 
than 300 micrometer, and most typically no more than 100 micrometer. Depending on 
the particular size and shape of the analyte signal (typically provided by the analyte spot), 
a test result is calculated from an average signal value of a portion of the round shape, or 
20 of the entire analyte spot. 

It is still further contemplated that such systems may further comprise a third light 
source illuminating the analyte to generate a second analyte signal, wherein a test result is 
calculated using the analyte signal and the second analyte signal. Typically in such 
systems, the first light source is a laser or a light emitting diode, and wherein the second 
25 light source is a laser, while the registration marker and the analyte are illuminated at a 
different angle by the first and the second light source, respectively. However, alternative 
configurations as described above may also apply for such systems. 

Additionally or optionally, suitable analytic devices may further include a multi- 
reagent pack, a sample processing platform, and/or an automated pipettor to form an 
30 integrated analytic device. Particularly preferred multi-reagent packs contemplated in 
conjunction with the teachings presented herein include those described in our co- 
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pending international patent application with the title M Multi-Reagent Pack", filed May, 
28, 2003, which is incorporated by reference herein. Particularly preferred sample 
processing platforms contemplated in conjunction with the teachings presented herein 
include those described in our co-pending international patent application with the title 
5 "Integrated Sample Processing Platform", filed May, 28, 2003, which is incorporated by 
reference herein. Particularly preferred automatic pipettors contemplated in conjunction 
with the teachings presented herein include those described in our co-pending 
international patent application with the title "Level-Controlled Pipette For Automated 
Analytic Devices", filed May, 28, 2003, which is incorporated by reference herein. 

10 Thus, specific embodiments and applications of improved detector configurations 

have been disclosed. It should be apparent, however, to those skilled in the art that many 
more modifications besides those already described are possible without departing from 
the inventive concepts herein. The inventive subject matter, therefore, is not to be 
restricted except in the spirit of the appended claims. Moreover, in interpreting both the 

1 5 specification and the claims, all terms should be interpreted in the broadest possible 
manner consistent with the context. In particular, the terms "comprises" and 
"comprising" should be interpreted as referring to elements, components, or steps in a 
non-exclusive manner, indicating that the referenced elements, components, or steps may 
be present, or utilized, or combined with other elements, components, or steps that are 

20 not expressly referenced. 
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CLAIMS 

What is claimed is: 

1 . An analytic system for optical detection of a plurality of analytes that are bound 
to a biochip, comprising: 

5 a platform coupled to a confocal microscope detector and movable along an x- 

coordinate, a y-coordinate, and optionally a z-coordinate relative to the 
detector, wherein the platform is configured to receive a biochip; 

wherein the biochip has a registration marker and further has a plurality of 
analytes in predetermined positions relative to the registration marker; 

10 a first light source that illuminates the registration marker to generate a 

registration marker signal, and a second light source that illuminates at least 
one of the plurality of analytes to generate an analyte signal; and 

wherein a focal position for detection of the analyte signal by the detector is 
determined by the analytic system using the registration marker signal. 

15 2. The analytic system of claim 1 wherein the detector comprises an objective lens 
or an objective lens system with a numeric aperture that is sufficient to allow 
detection of the analyte signal without moving the platform along the z- 
coordinate. 

3. The analytic system of claim 1 wherein the first light source has a wavelength 
20 maximum that is different from an absorption maximum of an optically 

detectable label of the at least one of the plurality of analytes. 

4. The analytic system of claim 1 further comprising a third light source that 
illuminates the at least one of the plurality of analytes or another one of the 
plurality of analytes to generate a second analyte signal, and wherein the third 

25 light source has a wavelength maximum that is different from both, the 

wavelength maximum of the first light source and the absorption maximum of an 
optically detectable label of the at least one of the plurality of analytes or another 
one of the plurality of analytes. 
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5. The analytic system of claim 1 wherein the registration marker and the at least 
one of the analytes are illuminated at a different angle by the first and the second 
light source, respectively. 

6. The analytic system of claim 1 wherein the first light source is a laser or a light 
5 emitting diode, and wherein the second light source is a laser. 

7. The analytic system of claim 1 wherein the registration marker comprises a 
fluorescent dye, a luminescent compound, a phosphorescent compound, or a 
reflective compound. 

8. The analytic system of claim 1 wherein the analyte signal is a fluorescence signal, 
1 0 a chemiluminescence signal, or a phosphorescence signal. 

9. The analytic system of claim 1 wherein the detector comprises a photo-multiplier 
tube or a charge-coupled device. 

10. The analytic system of claim 1 further comprising a second and a third 
registration marker, and wherein the focal position for detection of the analyte 

1 5 signal by the detector is determined by the analytic system using registration 

marker signals from the registration marker, the second registration marker and 
the third registration marker. 

1 1 . The analytic system of claim 1 wherein the analyte signal is normalized by the 
analytic system using a positive control marker on the biochip. 

20 12. The analytic system of claim 1 further comprising a data transfer interface 
electronically coupled to the detector. 

13. The analytic system of claim 12 wherein the data transfer interface provides data 
to a computer in a remote location. 

1 4. An analytic system for micro-optical analysis of a biochip having a first light 
25 source and a second light source, wherein the first light source illuminates a 

registration marker on the biochip to provide a registration marker signal, wherein 
the second light source illuminates an analyte to provide an analyte signal, and 
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wherein a focal position for detection of the analyte signal with a confocal 
microscope is determined using the registration marker signal. 

15. The analytic system of claim 14 wherein the analyte signal has a round shape with 
a diameter of no more than 500 micrometer. 

5 16. The analytic system of claim 1 5 wherein a test result is calculated from an 
average signal value of a portion of the round shape. 

17. The analytic system of claim 14 further comprising a third light source 
illuminating the analyte to generate a second analyte signal. 

1 8. An analytic system for optical analysis of a biochip comprising a first optical 
10 subsystem that uses a first light source that illuminates a registration marker on 

the biochip, and a first detector that detects a registration marker signal, the 
system further comprising a second optical subsystem that uses a second light 
source that illuminates a probe or analyte on the biochip, and a second detector 
that detects a probe or analyte signal, wherein the first subsystem is used to 
1 5 determine a focal position for detection of the probe or analyte signal using the 

registration marker signal, and wherein the second subsystem is used to quantify 
the probe or analyte signal. 

19. The analytic system of claim 18 wherein a platform receives the biochip, and 
wherein the biochip is moved into the focal position by moving the platform 

20 along an x-coordinate and a y-coordinate. 

20. The analytic system of claim 19 wherein the biochip is moved into the focal 
position without moving the biochip along an z-coordinate. 



0 



WO 03/100474 



PCT/US03/17073 




WO 03/100474 PCT/US03/17073 




Figure 2 



2/3 




Figure 3 

3/3 



(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property 
Organization 
International Bureau 




(43) International Publication Date 
4 December 2003 (04,12.2003) PCT 



i mil imini n mm mil urn mil mi i n m inn urn mil urn inn 1111 diiid iiii iiii mi 

(10) International Publication Number 

WO 2003/100474 A3 



(51) International Patent Classification 7 : G01N 15/06, 

33/53, 33/543, 33/553, C12Q 1/68 

(21) International Application Number: 

PCT/US2003/017073 

(22) International Filing Date: 28 May 2003 (28.05.2003) 

(25) Filing Language: English 

(26) Publication Language: English 

(30) Priority Data: 

60/383,896 28 May 2002 (28.05.2002) US 

PCT/US02/17006 29 May 2002 (29.05.2002) US 

(71) Applicant (for all designated States except US): AU- 
TOGENOMICS, INC, [US/US]; 2270-K Camino Vida 
Roble, Carlsbad, CA 92009 (US). 

(72) Inventors; and 

(75) Inventors/Applicants (for US only): KURESHY, Farced 
[US/US] ; 2 132 Pinar Place, Del Mar, CA 92014 (US). MA- 
HANT, Vyay [US/US1; 42299 Wild Mustang Road, Ma- 
rietta, CA 92562 (US). SINGH, Shailendra [US/US]; 125 
Furnace Street, Sharon, MA 02067 (US). SHEN, Xiaohua 
[CN/US]; 3863 Sherbourne Drive, Apt. K, Oceanside, CA 
92056 (US). 



(74) Agents: RUTAN & TUCKER LLP et al.; 611 Anton 
Blvd., Suite 1400, Costa Mesa, CA 92626 (US). 

(81) Designated States (national): AE, AG, AL, AM, AT (util- 
ity model), AT, AU, AZ, BA, BB, BG, BR, BY, BZ, CA, 
CH, CN, CO, CR, CU, CZ (utility model), CZ, DE (util- 
ity model), DE, DK (utility model), DK, DM, DZ, EC, EE 
(utility model), EE, ES, FI (utility model), FI, GB, GD, GE, 
GH, GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, 
LC, LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, 
MW, MX, MZ, NI, NO, NZ, OM, PH, PL, PT, RO, RU, 
SC, SD, SE, SG, SK (utility model), SK, SL, TJ, TM, TN, 
TR, TT, TZ, UA, UG, US, UZ, VC, VN, YU, ZA, ZM, ZW. 

(84) Designated States (regional): ARIPO patent (GH, GM, 
KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZM, ZW), 
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), 
European patent (AT, BE, BG, CH, CY, CZ, DE, DK, EE, 
ES, FI, FR, GB, GR, HU, IE, IT, LU, MC, NL, PT, RO, 
SE, SI, SK, TR), OAPI patent (BF, BJ, CF, CG, CI, CM, 
GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG). 

Published: 

— with international search report 

(88) Date of publication of the international search report: 

21 October 2004 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations" appearing at the begin- 
ning of each regular issue of the PCT Gazette, 



(54) Title: MICROARRAY DETECTOR AND METHODS 



(57) Abstract: A detector for optical analysis of a biochip determines the focal position of a plurality of analytes on the biochip using 
one or more registration markers on the biochip, wherein the analytes and the registration marker are illuminated by different light 
sources. Therefore, contemplated configurations will significantly reduce overall focusing time and automate proper positioning 
of the biochip, while allowing to determine a focal position without photobleaching or other undesirable effects on optically labile 
compounds. Thus, automated analyses can be performed without manual user intervention. 



INTERNATIONAL SEARCH REPORT 


International application No. 
PCT/US03/17073 




A- CLASSIFICATION OF SUBJECT MATTER 

IPC<7) : GOIN 15/06, 33/53. 33/543, 33/553; C12Q 1/68 

US CL : 435/6. 7.1, 7.2, 7.9, 91.1, 287,1, 288,4; 436/518, 164, 171 

According to international Patent Classificarioa ttPC* or to both national classification and IPC 


B. MELDS SEARCHED 


Minimum documentation searched (classification system followed by classification symbols) 
U.S. : 435/6, 7,1, 7.2. 7-9, 91.1. 287*1, 288.4: 436/518, 164, 171 


Documentation searched other than TUTntmnm docmneiuarion to the extent rbor such documents are included in the fields searched 


Electronic data, base consulted daring the international search (name of data base and, where practicable, search terms used) 


C DOCUMENTS CONSIDERED TO BE RELEVANT 


Category * 


Citation of docuxnent, with indication, where appropriate, of me relevant passages 


Relevani to claim No. 


Y 
X 
Y 
Y 
Y 
X 


US 5.741 f 462 A (NOVA ct al.) 21 April 1998 (21.04. 1998), enrire drxsument. 

US 6,180,415 Bl (SCHULTZ ei al.) 30 January 2001 (30.01.2001), entire document. 
US 6,331,441 Bl (BALCH er al.) 18 December 2001 (18.12.2001), ennre oocurnent, 
US 6,329,139 Bl (NOVAcial-) 11 D<x*rnber 2001 (11.12.2001), entixc document. 


1-13 
14-20 
U20 
1-20 
1-13 
14-20 


1 Further documents are listed in the continuation of Box C. j~[ Sec parent, family annex. 




* SpcCi&l categories Of CKCd daanmaHBi "*T* larer dQcumcm published after the fcOemAlloajd filing date or priority 

date and hoc in conflict with me pnplicaiioa ten cxied io undsrxfcmd ihc 
•A* document dfcflnla^ the Bcaeral rade of Ore art whicb » not considered to bo principle nr t&cory underlying the invcnika 
ctfparricpfcir relevance 

"X" riiYawiffll of parUcOlaf relevance; the clmmad invention cannot be 
~h" ezriitT appKcaihm Of patent published Od CT after tht bncmadcnal filing dale cami dded novel or conn a be ctroidtrcd to Involve an inventive step 

whan the document Is mlcee alone 

*L* document which nnry mrow dodjla on priority cbuxn(4) or which Is ehed 10 

csjaTiifrh the pabficaikin daic cf another citation or ether special reason (aa "V dtenmmt of parfiqflar relevance; ftn claimed invention cannot bo 
apeei/lcd) considered, io involve an inventive step when ±e dncumcai la 

combined with one or more dhcr BBch documents* ynnh combination 

*0" docsmem referring toman* cfiiclorare, mo, exhlbMon or other means being obvious lo a pewon ckjT)ed in the on 

*F" document published prior eo the iozemxncnal fiJing dare bur laiar msn me H &~ document member of the aame patent family 
priority dale claimed 




Dace of the actual completion of die intonational search 
17 Scpiernher 2003 (17,09.2003) 


Date of mailing Q ^hefco^^ report' 




Name and mailing address of the ISA/US 
Mail Slop PCT. Alia: ESA/US 
ComrmssjoDei* tor Pmenu 
P.O. Box 1450 

Alexandria, Virginia 22313-1450 
Facsimile No. (703)305-3230 


Telephone No. 703-308-0198 





Form PCT/ISa/210 (second Shccv) (July 1998) 



